Introduction
Simple and specific measurement of free fatty acid (FFA) levels in plasma and serum is of practical value to the clinical biochemist and, in the authors' laboratory, in veterinary nutritional and metabolic studies. Most early methods, such as that of Duncombe [1] , relied on the colorimetric determination of metal-FFA complexes in the organic phase of solvent extracted plasma. These techniques are relatively non-specific and, in addition, are extremely laborious and time-consuming.
Recently, alternative assays for FFA, based on specific enzymic oxidation by acyl-coenzyme-A-synthetase (ACS) and acyl-coenzyme-A-oxidase (ACOD), have been developed (Shimizu et al. [2] ). Hydrogen peroxide generated by these reactions can be quantitated colorimetrically (Mizuno et al. [3] ; Shimizu et al. [4] ; Matsubara et al. [5] [7] .
Results

Optimization of run conditions
The change in absorbance for aqueous solutions containing 0" to 2.5 mmol/litre oleic acid was monitored for 10min at 550 nm.
Maximum colour formation was not reached until 240s.
However, initial reaction rates, particularly for higher concentrations, were very rapid and it was impossible to obtain reliable initial absorbance readings for the assay mixtures. A bichromatic technique was therefore applied using a blanking wavelength of 690nm, and a reading wavelength of 550nm at 300 s.
For plasma or serum samples, preincubation at 37C with reagent A was found to be essential for optimal colour formation [9] ). Similar traits have been observed even at ultra-low(-196C)storage temperatures (Trichopoulou et al. [10] ; Bergmann et al. [11] ).
The method described provides a cost-effective routine FFA analysis, which can be practicably applied to large numbers of samples, making it a potentially valuable tool in both a clinical and research context.
